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Field of the Invention 

This invention relates to recombinant, in particular 
hwDanisedf antibody molecules having specificity for 
antigenic determinants of tumour necrosis factor alpha 
(THF-*a), to processes for their production using 
recombinant DKA technology, and to their therapeutic uses. 

For the purposes of the present description the term' 
"recombinant antibody molecule*' is used to describe an 
antibody molecule produced by any process involving the 
use of recombinant DMA technology, including any analogues 
of natural imnmnbglobulins or their fragments. 

Also for the purposes of the present description the term 
•humanised antibody molecule" is used to describe a 
molecule having an antigen binding site derived from an 
immunoglobulin from a non-hiunan species, and remaining 
immunoglobulin derived parts of the molecule being derived 
from a htiman immunoglobulin. Thus humanised antibody 
molecules include hmnanised chimeric antibody molecules 
con^rising conplete non-hnman heavy and/or light chain 
variable region domains linked to human constant region 
domains. Humanised antibody molecules also comprise 
CDR-graf ted humanised antibody molecules conqprislng one or 
more CDRs from a non-human antibody grafted into a heavy 
and/or light chain human variable region framework. 

The antigen binding specificity of antibodies is 
determined by their complementarily determining regions 
(CDRs) which are relatively short peptide sequences 
carried on the framework regions of the variable 
domains. There are 3CDRs, (CDRl, CDR2 and CDRS)' in each 
of the heavy and light chain variable domains. 
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The abbreviation -MAb" is used to indicate a jnonoclonaX 
antibody. In the present descript^ion reference is made 
to a number of publications by number, and these 
publications are listed in numerical order at the end of 
the description* 

Background of the Invention 

Natural immunoglobulins have been known for many years, ai 
have the various fragments thereof, such as the Fab, Pv, 
(Fab') 2 and Fc fragments, which can be derived by 
enzymatic cleavage. Natural immunoglobulins comprise a 
generally Y-shaped molecule having an antigen-binding site 
towards the end of each upper arm. The remainder of the 
structuriB, and particularly the stem of the mediates 
the effector functions associated with imiminoglobulins . 

Natural immunoglobulins have been used in assay, diagnosis 
and, to a more limited extent, therapy. However, such 
uses, especially in therapy, were hindered until recently 
by the polyclonal nature of natural immunoglobiilins « A 
significant step towards the realisation of the potential 
of immunoglobulins as therapeutic agents was the discovery 
of procedures for the reproducible production of 
monoclonal antibodies (MAbs) of defined specificity (1). 

However, most MAbs are produced by hybridomas which are 
fusions of rodent spleen cells with rodent myeloma 
cells. They are therefore essentially rodent proteins. 
There are very few reports of the production of human MAbs. 

Since most available MAbs are of rodent origin, they are 
naturally antigenic in humans and thus can give rise to an. 
undesirable immune response termed the HAMA ( Human 
Anti-Mouse Antibody) response if the MAb is administered 
to a human* Therefore, the use of rodent MAbs as 
therapeutic agents in humans is inherently limited by the 
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fact that the human subject will mount an immunological 
response to the MAb and will either remove it entirely or 
at least reduce its effectiveness. In practice, MAbs of 
rodent origin may not be used in patients for more than 
one or a few treatments as a HAMA response soon develops 
rendering the MAb ineffective as well as giving rise to 
undesirable reactions. For inatance, 0KT3 a mouse 
IgG2a/k MAb *diich recognises an antigen in the T-cell 
receptor-CD3 complex has been approved for use in many 
countries, throughout the world as an immunosuppressant in 
the treatment of acute allograft rejection [Chatenoud et 
al (2) and Jeff era et al (3)]. However, in view of the 
rodent nature of this and other such MAbs, a significant 
HAMA response which may include a major anti-idiotype 
component, may build up on use. Clearly, it would be 
highly desirable to diminish or abolish this undesirable 
HAMA response and thus enlarge the areas of use of such 
antibodies. . 

Proposals have therefore been made to render non-human 
MAbs less antigenic in humans. Such techniques can be 
generically termed "humanisation" techniques. These 
techniques typically involve the use of recombinant DBA 
technology to manipulate DMA sequences encoding the 
polypeptide chains of the antibody molecule. 

Early methods for humanising MAbs involved production of 
chimeric antibodies in which an antigen binding site 
comprising the complete variable domains of one antibody 
is linked to constant domains derived from another 
antibody. Methods for carrying out such chimerisation 
procedures are described in EP0120694 (Celltech Limited), 
EP0125023 (Genentech Inc. and City of Hope), EP-A-0 171496 
(Res. Dev. Corp. Japan), EP-A-0 173 494 (Stanford 
University) , and WO 86/01533 (Celltech Limited) . These 
prior patent applications generally disclose processes for 
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preparing antibody molecules having the variable domains ' 
from a mouse NAb and the constant domains from a human 
immunoglobulin. Such humanised chimeric antibodies, 
however, still contain a significant proportion of 
non-human amino acid sequence, i.e. the complete non-huiian 
variable domains, and thus may still elicit some Biooi 
response/ particularly if administered over a prolonged . 
period [Begent et al (ref. 4)]. 

In an alternative approach, described in EP-A-0239400 
(Winter), the complementarity determining regions (CDRs) 
of a mouse HAb have been grafted onto the framework 
regions of the variable domains of a human immunoglobulin 
by site directed mutagenesis using long oligonucleotides. 
Such CDH-grafted humanised antibodies are much less likely 
to give rise to a H&MR response than humanised chimeric 
antibodies in view of the much lower proportion of 
non-human amino acid sequence which they contain. 

The earliest work on humanising MAbs by CDR-grafting was 
carried out on H&bs recognising synthetic antigens, such 
as the MP or NIP antigens. However, examples in which a . ' 
mouse Mftb recognising lysozyme and a rat Mftb recognising 
an antigen on human T-cells were humanised by CDR-graf tiig 
have been described by Verhoeyen et al (5) and Riechmana ' 
et_al (6) respectively. The preparation of CDR-grafted . 
antibody to the antigen on human T cells is also described 
in WO 89/07452 (Medical Research Council) . 

In Riechmann et_al/Medical Research Council it was found 
that transfer of the CDR regions alone. [as defined by 
Kabat refs. (7) and (8)] was not sufficient to provide 
satisfactory antigen binding activity in the CDR-grafted 
product. Riechmann et al found that it was necessary to 
convert a serine residue at position 27 of the human heavy 
chain sequence to the corresponding rat phenylalanine 
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residue to obtain a CDR-graf ted product haying improved 
antigen binding activity. This residue at position 27 of 
the heavy chain is within the structural loop adjacent to 
CDRl. A further construct which additionally contained a 
hmoan serine to rat tyrosine change at position 30 of the 
heavy chain did not have a significantly altered binding 
activity over the humanised antibody with the serine to 
phenylalanine change at position 27 alone. These results 
indicated that changes to residues of the huinan sequence 
outside the CDR regions, in particular in the structural 
loop adjacent to CDRl of the heavy chain, may be necessary 
to obtain effective antigen binding activity for 
CDR-grafted antibodies which recognise more complex 
antigens. Even so the binding affinity of the best 
CDR-grafted antibodies obtained was still significantly 
less than the original MAb. 

Recently Queen et_al (9) have described the preparation of 
a humanised antibody that binds to an interleukin 2 
receptor, by combining the CDRs of a murine MAb (anti-Tac) 
with human immunoglobulin framework and constant 
regions. The human framework regions were chosen to 
maximise homology with the anti-Tac MAb sequence. In 
addition computer modelling was used to identify framework 
amino acid residues which were likely to interact with the 
CDRs or antigen, and mouse amino acids were used at these 
positions in the humanised antibody. 

In WO90/07861 Queen et al propose four criteria for 
designing humanised immunoglobulins. The first criterion 
is to use as the human acceptor the framework from a 
particular human immunoglobulin that is unusually 
homologous to the non-human donor immunoglobulin to be 
humanised, or to use a consensus framework from many human 
antibodies. The second criterion is to use the donor 
amino acid rather than the acceptor if the human acceptor 
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residue is unusual and the donor residue is typical for 
human sequences at a specific residue of the framework « 
Xhe third criterion is to use the donor framework amino 
acid resixlue rather than the acceptor at positions 
immediately adjacent to the CORs« The fourth criterion 
is to use the donor amino acid residue at framework 
positions at which the amino acid is predicted to have a 
side chain atom within about 3 A of the CDRs in a 
three-dimensional immunoglobulin model and to be capable 
of interacting with the antigen or with the CDRs of the 
humanised immunoglobulin. It is proposed that the 
second, third or fourth criteria may be applied in 
addition or alternatively to the first criterion, and may 
be applied singly or in any bombination. 

WO90/07861 describes in detail the preparation of a single 
CDR-grafted humanised antibody, a humanised antibody 
having specificity for the p55 Tac protein of the II.-2 
receptor* The combination of all four criteria, as 
above, were en^loyed in designing this humanised antibody, 
the variable region frameworks of the human antibody EU . 
(7) being used as acceptor. In the resultant humanised 
antibody the donor CDRs were as defined by Rabat et al (7 
and 8 ) and in addi tion the mouse donor residues were used 
in place of the human acceptor residues, at positions 27, 
30, 48, 66, 67, 89, 91, 94, 103, X04, 105 and 107 in the 
heavy chain and at positions 48, 60 and 63 in the light 
chain, of the variable region frameworks. The humanised 
anti-Tac antjlbody obtained is reported to have an affinity 
for p55 of 3 X 109 wl, about one-third of that of the 
mnrine MAb. 

We have further investigated the preparation of CDR- 
g^afted humanised antibody molecules and have identified a 
hierarchy of positions within the framework of the 
variable regions (i.e. outside both the Rabat CDRs and 
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structural loops of the variable regions) at which the 
amino acid identities of the residues are iinportaht for 
obtaining CDR-grafted products with satisfactory binding 
affinity. This has enabled us to establish a protocol 
for obtaining satisfactory CDR-grafted products which may 
be applied very widely irrespective of the level of 
homology between the donor immunoglobulin and acceptor 
framework. The set of residues which we have identified 
as being of critical importance overlaps but does not 
coincide with the residues identified by Queen et al 
(9). Our copending International patent application 
WO91/09967 describes this protocol for the preparation of 
CDR-grafted, in particular humanised, antibody heavy and 
light chains and complete molecules of any desired 
specificity. The full disclosure of International patent 
application WO/91/09967 is incorporated in the present 
description by reference. 

Tempest et_al (iO) have very recently described the 
preparation of a reshaped human monoclonal antibody for 
use in inhibiting human respiratory syncytial virus (RSV) 
infection in vivo. This reshaped antibody was prepared 
by grafting synthetic oligo nucleotides coding for the 
CDRs of a .murine Mab, which neutralises RSV infection, by 
site - directed mutagenesis into DMA coding for the 
frameworks of a human IgGl, monoclonal antibody. However 
the simple reshaped antibody in which the CDRs alone had 
been transferred between mouse and human antibodies had 
only very poor binding for RSV which was not significantly 
above background. In order to partially restore binding 
ability it proved necessary to additionally convert human 
residues to mouse residues in a framework region adjacent 
to CDR3 of the heavy chain. Tempest et al did not 
convert human residues to mouse residues at important 
positions identified in the protocol of NO91/09967. 
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TNFa is a cytokine which is released by and interacts with, 
cells of the iramine system. Thus TNFa is released by 
macrophages which have been activated by lipopoly- 
saccharide (LPS) of gram negative bacteria... As such TVFa 
appears to be an endogenous mediator of central inqportance 
involved in the development and pathogenesis of endotoxic 
shock associated with bacterial sepsis. Antibodies to 
TNFa has been proposed for the prophylaxis and treatment 
of endotoxic shock (Beutler et al (11)). However the 
antibodies to THFa currently available for use in such 
treatment are typically murine MAbs. . As such these 
murine HAbs are of only limited use for treatment of 
humans in view of the undesirable HAMA (Human Anti-Mouse ' 
Antibody) response ^Aich they can elicit if used for more 
than one or a few treatments. It is thus a highly 
desirable objective to prepare humanised anti-TNFa 
products for use in human therapy. 

Our co-pending International patent application W09 1/099 67, 
describes, among other things, the preparation of 
hnmauiised CDR-graf ted antibody products which have 
specificity for TNFa. In particular W09 1/09967 describes,^ 
in Example 5, preparation of specific humanised CDR grafted 
antjLbodies to human TNFa derived from the murine anti-huxnan 
TNFa MAbs identified as 61E71 (alternatively Jcnown as 
CB0006), hTNFl (alternatively known as CBOOlO), hTNF3 and 
101.4. The present application relates specifically to 
recombinant, in particular humanised antibodies to human 
TNFa, including those described in WO91/09967 and further 
improved humanised CDR->grafted antibodies to human TNFa 
based upon the hTNFl (CBOOlO) and 101.4 murine MAbs. 
Pxirther studies of various anti-human TNFa murine MAbs 
have revealed that hTNFl and 101.4 have particularly 
desirable properties for use in anti-TNF therapy. 
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Snanarv of the Invention 

Accordingly the present invention provides recombinant 
antibody molecules which have specificity for hmnan THFa. 

The recombinant antibody molecules of the invention are 
preferably TNP neutralising, i.e. are capable of reducing 
or inhibiting a biological activity of human THF« as 
measured by an in vitro or in vivo test. 

Preferably the invention provides recombinant antibody 
inolewiles having antigen binding sites derived from the 
murine MAbs CB0006, CBOOlO, hTIJP3 or 101.4, especially 
from the murine MAbs CBOOlO or 101*4. 

Preferably the recombinant antibody molecules of the 
invention are humanised -antibody molecules including both 
chimeric humanised antibody molecules and CDR-grafted 
humanised antibody molecules. 

For the purposes of the present description a "chuneric 
humanised antihody molecule- comprises complete non-human 
(e.g. murine MAb) variable domains linked to human 
constant domains, and a -CDR-grafted humanised antibody 
molecule" comprises an antibody heavy and/or light chain 
containing one or more CDRs from a non-human antibody 
(e.g. a murine MAb) grafted into a human heavy and/or 
light chain variable region framewrk. 

The CDR-grafted humanised anti-TNFa antibody products of 
.this invention include anti-human THF** antib«^ heavy and 
light chain and molecule products as defined in the first, 
second, third and fourth aspects of the invention 
described in WO91/09967. 
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Detailed Desciription of the Invenliloii 
Thus in first preferred embodiments, the invention 
provides a CDR-graf ted humanised anti-hTNFa antibody heavy 
chain having a variable region domain comprising human 
acceptor framework and donor antigen binding regions 
wherein the framework comprises donor residues at at least 
one of positions 6, 23 and/or 24, 48 and/or 49, 71 and/or 
73, 75 and/or 76 and/or 78 aixd 88 and/or 91. 

Preferably in these first preferred embodiments, the heavy 
chain framework comprises donor residues at positions 23 , 
24, 49, 71, 73 and 78 or at positions 23, 24 and 49. The 
residues at positions 71, 73 and 78 of the heavy chain 
framework are preferably either all acceptor or all donor 
residues . 

Especially in these first preferred embodiments the heavy 
chain framework additionally coii?>rises donor residues at 
one, some or all of positions 6, 37, 48 and 94. Also it 
is particularly preferred that residues at positions., of ' 
the heavy chadLn framework v^ch are commonly conserved 
across species, i.e. positions 2, 4, 25, 36, 39i. 47, 93, 
103, 104, 106 and 107, if not conserved between donor and 
acceptor, additionally comprise donor residues. Most 
preferably the heavy chain framework additionally 
comprises donor residues at positions 2, 4, 6, 25, 36, 37,' 
39, 47, 48, 93, 94, 103, 104, 106 and 107. 

In addition the heavy chain framework optionally ccnnprises 
donor residues at one, some or all of positions: 
1 and 3 , 
72 and 76, 

69 (if 48 is different between donor and acceptor), 
38 and 46 (if 48 is the donor residue), 
80 and 20 (if 69 is the donor residue), 
67, 
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82 and 18 (If 67 is the donor residue), 
91, 

88, and 

any one or more of 9, 11, 41, 87, 108, 110 and 112. 

In the present description, typically the donor antibody 
is a non-human anti-hTNFo antibody, such as a rodent MAb, 
and the acceptor antibody is a human antibody. 

In the CDR-grafted humanised anti-hTNFo antibodies of the 
present invention, the donor antigen binding region 
typically comprises at least one CDR from the donor 
antibody. Osually the donor antigen binding region 
comprises at least two and preferably all three CORs of 
each of the heavy chain and/or light chain variable 
regions. The CDRs may coii5>rise the Kabat CDRs, the 
structural loop CDRs or a composite of the Kabat and 
structural loop CDRs and any combination of any of these. 

Preferably, the antigen binding regions of the CDR-grafted 
heavy chain variable domain comprise CDRs corresponding to 
the Kabat CDRs at CDR2 (residues 50-65) and CDR3 (residues 
95-102) and a composite of the Kabat and structural loop 
CDRs at CDRl (residues 26-35). These preferred CDR 
designations are preferably used for the CDR-grafted heavy 
chains of the first preferred embodiments, i.e. residues 
26-30 are included within CDRl. 

The residue designations given above and elsewhere in the 
present application are numbered according to the Kabat 
numbering [refs. (7) and (8)]. Thus the residue 
designations do not always correspond directly with the 
linear numbering of the amino acid residues. The actual 
linear amino acid sequence may contain fewer or additional 
amino acids than in the strict Kabat numbering 
corresponding to a shortening of , or insertion into, a 
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s-trucliural componen't, whether framework or CDR, o£ tihe 
basic varleUble domain stimctmre. For example, the heavy 
chain variable region of the anti-Tac antibody described 
by Queen et al (9) contains a single amino acid insert 
(residue 52a) after residue 52 of CDR2 and a three amino 
acid Insert (residues 82a, 82b and 82c) after framework 
residue 82, in the Kabat numbering • The correct Kabat 
numbering of residues may be determined for a given 
antibody by alignment at regions of homology of the 
sequence of the antibody with a "standard" Kabat numbered 
sequence. 

It will be appreciated that when the CDR<-graf ted humanised 
antibody molecule embodiments of the invention, as 
described above and elsewhere in the present description, 
are applied to a particular donor /acceptor antibody pair, 
in some cases the donor and acceptor amino acid residues 
may be identical at a particular poaition identified for 
change to the donor residue, and thus no change or 
acceptor framework residue is required. 

The invention also provides in second preferred 
embodiments a CDH-graf ted humanised anti-hTSFa antibody 
light chain having a varlaJ;>le region domain coo^rlslng 
human acceptor framework and donor antigen binding regions 
wherein the framework comprises donor residues at at least 
one of positions 1 and/or 3 and 46 and/or 47. 

Preferably the CDR grafted light chain of the second 
preferred embodiment comprises donor residues at positions 
46 and/br 47. 

The Invention also provides In third preferred embodiments 
a CDR-grafted humanised antl-hTNFa antibody light chain 
having a variable region domain cosqprlslng human acceptor 
framework and donor antigen binding regions wherein the 
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framework compriaes donor residues at at least one of 
positions 46, 48, 58 and 71. 

In the third preferred embodimentB , the framework 
preferably conqprises donor residues at all of positions 
46, 48, 58 and 71. 

In particularly preferred embodiments of the second and 
third preferred enibodiments, the framework additionally 
conqprises donor residues at positions 36, 44, 47, 85 and 
87. Similarly positions of the light chain framework 
which are commonly conserved across species, i.e. 
positions 2, 4, 6, 35, 49, 62, 64-69, 98, 99, 101 and 102, 
if not conserved between donor and human acceptor, 
additionally con5>rise donor residues. Most preferably 
the light chain framework additionally can^rises donor 
residues at positions 2, 4, 6, 35, 36^ 38, 44, 47, 49, 62, 
64-69, 85, 87, 98, 99, 101 and 102. 

In addition the framework of the second or third preferred 
embodiments optionally conprises donor residues at one, 
some or all of positions: 

1 and 3, » 
63, 

60 (if 60 and 54 are able to form at potential saltbridge), 
70 (if 70 and 24 are able to form a potential saltbridge) , 
73 and 21 (if 47 is different between donor and acceptor), 
37 and 45 (if 47 is different between donor and acceptor), 
and 

any one or more of 10, 12, 40, 80, 103 and 105. 

Preferably^ the antigen binding regions of the CDR-grafted 
light chain variable domain, including those of the second 
and third preferred embodiments described above, coa^rise 
CDRs corresponding to the Rabat CDRs at CDRl (residue 
24-34), CDR2 (residues 50-56) and CDR3 (residues 89-97) • 
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The ±xivent:J.oii fiurther provides ±n a f onrtii preferred 
embodiment a CDR*gra±ted antibody molecnle comprising al: 
least one CDR-graf ted heavy chain and at least one 
CDR-grafted light chain according to the first and second 
or first and third preferred embodiments of the invention. 

In a first particularly preferred embodiment/ however, the 
invention provides a CDR-grafted humanised antibody heavy 
chain having a veoo±ahl& region domain comprising human 
acceptor framework (especially EU human acceptor 
framework) and hTHFl donor antigen binding regions wherein 
the framework conqdrises hTNFl donor residues at positions 
12r 27, 30, 38, 46, 48, 66, 67, 69, 71, 73, 76, 83, 89, 91 
and 94. 

The EU heavy chain framework has residues in framework 4 
(FR4) of the heavy chain which are anomalous for human 
heavy chain frameworks. Thus preferably human consensus 
residues are used in place of EU residues in FR4 of the 
heavy chain. In partixsular, the human consensus residue 
threonine (T) may be used at position 108. Fortuitously 
the murine hOTFl residue at position 108 is also threonine < 

In a second particularly preferred embodiment the 
invention provides a CDR*grafted humanised antibody light 
chain having a variable domain con^rising human acceptor 
framework (especially EU human acceptor framework) and 
hTNFl donor antigen binding regions wherein the framework 
con^rises hTNFl donor residues at positions 3, 42 and 49* 

When the EU hiuoan framework is used for the light chai.n it 
is also desirable to change residues from EU residues at 
positions 48, 83, 106 and 108, as the EU residues at theae 
positions are anomalous for human antibodies. Thus the 
human consensus residues may be used at some or preferably 
all of these residues, i.e. isoleucine (I) at position 48, 



wo 92/1 1383 



PCr/GB91/02300 



- 15 - 

valine (V) at position 83^ isoleucine (I) at position 106 
and arginine (R) at position 108. Fortuitously the 
murine hTNFl residues are the same as the human consensus 
residues at positions 48 (I), 106 (I) and 108 (R)* 
However, the human consensus residue valine (V) at 
position 83 differs from both the EU residue (P) and the 
hTNFl residue (L) at this position. 

Especially the invention includes CDR-grafted humanised 
antibody molecules coiq>rising at least one CDR-graf ted 
humanised heavy chain according to the first particularly 
preferred embodiment and at least one CDR-grafted 
humanised light chain according to the second particularly 
preferred embodiment. 

Also in a third particularly preferred embodiment the 
invention provides a CDR-grafted humanised antibody heavy 
chain having a variable region domain conprising human 
acceptor framiework (especially KOL human acceptor 
framework) and 101*4 donor antigen binding regions wherein 
the framework comprises 101.4 donor residues at positions 
4, 11, 23, 2Ar 28, 73, 77, 78, 79, 91, 93 and 94. 

The KOL residue proline (P) at position 108 of the heavy 
chain is anomalous for human antibodies. Thus preferably 
the human consensus residue leucine (L) is at this 
position if KOL is used as the human acceptor framework. 
Fortuitously the murine 101.4 antibody has the human 
consensus residue (L) at this position. 

Moreover in a fourth particularly preferred embodiment the 
invention provides a CDR-grafted humanised antibody light 
chain having a variable region domain conqprising human 
acceptor framework (especially REI human acceptor 
framework) and 101.4 donor residues at positions 1, 3, 4 
and 73. 
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The REX lighl: chain human framework has residues which are 
anomalous for human antibodies at positions 39 (threonine, : 
•E), 104 (leucine, L) , 105 (glutamine, Q), and 107 
(threonine, T) . Thus when HEI is used as the light chaixi 
framework, human consensus residues are used at positions- 
39 (lysine, K) , 104 (valine, V), 105 (glutamic acid, E) and 
107 (lysine, K) . Fortuitously the murine 101,4 residues 
are the same as the human consensus residues at positions 
39 (K), 105 (E) and 107 (K) . However, the human 
consensus residue at position 104 (V) differs from the 
leucine (L) ~R£Z murine 101.4 residues at this position. 

Especially also the invention includes CDR grafted 
humanised antibody molecules con^rising at least one 
CDR— grafted humanised heavy chain according to the third 
particularly preferred embodiment and at least one 
CDR-grafted humanised light chain according to the fourth 
particularly preferred embodiment. 

Preferably the Kabat CDRs axB used for all of the CDRs 
(CDRl, CDR2 and CDR3) of both the heavy and light chains 
of the first, second, third and fourth particularly 
preferred embodiments described above. 

The recombinant and humanised antibody molecules and 
chains, of the present invention may con^rise: a cos^lete 
antibody molecule, having full length heavy and light 
chains; a fragment thereof, such as a Fab, Fab', F(ab')2 
or Fv fragment; a light chain or heavy chain monomer or 
ddLmer; or a single chain antibody, e.g. a single chain Fv 
in which heavy and light chain variable regions are joined 
by a peptide linker; or any other recombinant , chimeric 
or CDR-grafted molecule with the same specificity as the 
original donor antibodies* Similarly the heavy and light 
chain variable region may be combined with other antibody 
domains as appropriate. 
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Also the heavy or light chains or -recombinant or humanised 
coB^lete antibo(^ molecules of the present invention may 
have attached to them an effector or reporter molecule. 
For instance, it may have a macroc:i^le, for chelating a 
heavy metal atom, or a toxin, such as ricin, attached to 
it by a covalent bridging structure. Alternatively, the 
procedures of recombinant DNA technology may be used to 
produce an immunoglobulin molecule in which the Fc 
fragment or CH3 domain of a con^lete inmunoglobulin 
molecule has been replaced by, or has attached thereto by 
peptide linkage, a functional non-immunoglobulin protein, 
such as aa enzyme or toxin molecule. 

The amino acid sequences of the heavy and light chain 
variable domains of the CBOOlO, 101.4, CB0006 and hTNF3 
murine Mftbs, CDR-grafted variants thereof and human 
acceptor antibodies are given in the accompanying diagrams 
Figures 1, 2, 3 and 4 respectively. The recombinant and . 
humanised antibody products of the invention may be 
prepared using recombinant DNA techniques, for dLnstance 
substantially as described in WO91/09967. 

Any appropriate human acceptor variable region framework 
sequences may be used having regard to class /type of the 
donor antibody from which the antigen binding regions are 
derived. Preferably, the type of human acceptor v 
framework used is of the same/similar class/type as the 
donor antibody. Conveniently, the framework may be 
chosen to maximise/ optimise homology with the donor 
antibody sequence particularly at positions close or 
adjacent to the CDRs. However, a high level of homology 
between donor and acceptor sequences is not critical for 
application of the present invention. The present 
invention identifies a hierarchy of framework residue 
positions at JohLeh donor residues may be in^ortant or 
desirable for obtaining a CDR-grafted antibody product 
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having satisfactory binding properties. The CDR-grafted 
products usually have binding affinities of at least 105 
preferably at least about 108 M"!, or especially in 
the range 108-lol2 u-l. In principle, the present 
invention is ^plicable to any conbination of anti-hTHFo 
donor and human acceptor antibodies irrespective of the 
level of homology between their sequences. Examples of 
human frameworks which may be used are KOL, NEWM, RBI, EO/. 
TOR, TBI, lAT and POM (refs. 7 and 8) and the like; for 
instance KOL and HEWM for the heavy chain and REI for the 
light chain and BU, LAY and POM for both the heavy chain 
and the light chain. 

Also the constant region domains of the products of the 
invention may be selected having regard to the proposed 
function of the antibody in particular the effector 
functions which may be required. For exan^le, the 
constant region domains may be human IgA, IgE, IgG or IgH 
domains. in particular, IgG human constant region domains 
may be used, especially of the IgGl and lgG3 isotypes, when' 
the humanised antibody molecule is intended for . therapeutic 
uses, and antibody effector functions are required. 
Alternatively, igG2 and IgG4 isotypes may be used when the 
humanised antibody molecule is intended for therapeutic 
purposes and antibody effector functions are not required, 
e.g. for single blocking of THP activity. 

However, the remainder of the antibody molecules need not 
cQH5>ri8e only protein sequences from immunoglobulins. 
For instance y a gene may be constructed in which a DNA 
sequence encoding part of a human immunoglobulin chain is 
fused to a DNA sequence encoding the amino acid sequence ' 
of a functional polypeptide such as an effector or 
reporter molecule. 
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In further aspects the invention also includes DKA 
sequences coding for the recombinant and humanised 
antibody, e.g. CDR-grafted, heavy and light chains, 
cloning and expression vectors containing the DNA 
sequences, host cells transformed with the DK& sequences 
and processes for producing the recombinant and humanised, 
e.g. CDR-grafted, chains and antibody molecules comprising 
expressing the DNA sequences in the transformed hoB% cells. 

The general methods by which the vectors may be 
constructed, transfection methods and culture methods are 
well knovm per se. Such methods are shown, for instance, 
in references 12 and 13. 

The DNA sequences which encode the anti-hTNFa antibody 
molecule amino acid sequences may be obtained by methods 
well known in the art. For exaii?>le the anti-OWF coding 
sequences may be obtained by genomic cloning, or cDHA 
cloning from suitable anti-hTHPo producing, hybridoma cell 
lines. Positive clones may be screened using appropriate 
probes for the heavy and light chain genes in question. 
Also PGR cloning may be used, DNA sequence coding for 
part or all of the antibody heavy and light chains may be 
synthetised as desired from the determined DNA sequence or 
on the basis of the corresponding amino acid sequence. 

DNA coding for acceptor, e.g. human acceptor, sequences 
may be obtained in any appropriate way. For exanple DNA 
sequences coding for preferred human acceptor frameworks 
such as KOL, REI, EU and KBWi, are widely available to 
workers in the art, or may be readily synthetised on the 
basia of their known amino acid sequences ( see refs. 
7 & 8). 
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The standard techniques of molecular biology may be used 
to prepare DNA segoences coding for the chimeric and 
CDR-grafted humanised antibody products. - Desired DN& 
sequences may be synthesised coin>letely or in part using 
oligonucleotide synthesis techniques. Site-directed 
mutagenesis and polymerase chain reaction (PCR) techniques 
may be used as appropriate. For example oligonucleotide 
directed synthesis as described by Jones et al (ref. 14) 
may be used. Also oligonucleotide directed mutagenesis 
of a pre-existing variable region as, for exan^le, 
described by Verhoeyen et al (ref. 5) or Riechmann et al 
(ref. 6) may be used. Also enzymatic filling in of 
gapped oligonucleotides using T4 DNA polymerase as, for 
exan^le, described by Queen et al (ref. 9) may be used. 

Any suitable host cell /vector system may be used for 
expression of the DNA sequences coding for the 
recombinant, chi mer ic and CDR-grafted humanised antibody 
heavy and light chains. Bacterial e.g. E. coli ^ and 
other microbial systems may be used, dLn particular for 
expression of antibody fragments such as Fab, and F(ab')2 
fragments, and especially Fv fragments and single chain 
antibody fragments e.g. single chain Fvs. Eucaryotic 
e.g. mammalian host cell expression systems may be used 
for production of larger CDR-grafted antibody products, 
including con^lete antibody molecules, and/or if 
glycosylated products are required. Suitable mammalian 
host cells include CHO cells and myeloma or hybridoma cell 
lines. 

Thus, in a further aspect the present invention provides a 
process for producing a recombinant or humanised anti-hTNFa 
antibody product comprising: 
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(a) producing in an ^cpresaion vector an bperon having a 
DNA sequence which encodes an anti-hTNPa antibody 
heavy chain; 

and /or 

(b) producing in an expreseion vector an operon having a 
DNA sequence which encodes a coniplementary anti-hTNFa 
antibody light chain; 

(c) transfecting a host cell with the or each vector; aad 

(d) culturxng the transfected cell line to produce the 
recombinant anti-hTMFa antibody product. 

The recombinant or humanised anti-hOTF« product nay 
co^rise only heavy or light ch^in derived polypeptide, in 
whxch case only a heavy chain or light chain polypeptide 
codxng sequence is used to transfect the host cells 
For production of products comprising both heavy and light 
Chains the cell line may be transfected with vectors^ 
a first vector containing an operon encoding a light 
chain-derived polypeptide and a second vector containing 
an operon encoding a heavy chain-derived polypeptide. 
Preferably, the vectors are identical, except in so far as 
the coding sequences and selectable markers are concerned, 
BO as to ensure as far as possible that each polypeptide 
chain 18 equally expressed. Alternatively, a single 
vector may be used, the vector including the sequences 
encoding both light chain- and heavy chain-derived 
polypeptides. 

The DNA in the coding sequences for the light and heavy 
chains may conqarise cDNA or genomic DNA or both. 

The invention also includes therapeutic and diagnostic 
compositions con^rising the recombinant and humanised 
antibody products of the invention and the uses of these 
products and the compositions in therapy and diagnosis 
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Thus in a further aspect the invention provides a 
therapeutic or diagnostic composition con^jrising a 
recombinant or humanised antibody according to the 
invention in combination with a phanaaceutically 
acceptable excipient, diluent or c€urrier. 

The invention also provides a process for the preparation 
of a therapeutic or diagnostic composition conprising 
admixing a recombinant or humanised antibody according to 
the invention together with a pharmaceutically acceptable 
. excipient, diluent or carrier. 

The recombinant or humanised antibody may be the sole 
active ingredient in the therapeutic or diagnostic 
con^iosition or may be accompanied by one or more other 
active ingredients including other antibody ingredients^ 
e.g. anti-T cell, anti-IFN7 or anti-LPS antibodies , or 
non-antibody ingredients such as xanthines. The 
therapeutic and diagnostic .cozqpositions may be in unit- 
dosage form, in which case each unit dose comprises an 
effective amount of the recombinant or humanised antibody 
of the invention. 

Furthermore^ the invention also provides methods of 
therapy and diagnosis comprising administering an 
effective amount of a recombinant or humanised antibody 
^ according to the invention to a human or ^nimnl subject. 

The antibodies and conqpositions may be utilised in any 
therapy where it is desired to reduce the level of TBP 
present in the human or animal body. The THF may be in 
circulation in the body or present in an undesirably high 
level localised at a particular site in the body. 
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Por exaii5.1e, elevated levels of TUP are Iji^jlicated ±n 
iJmnunoregulatory and inflammatory disorders and in septic, 
or endotoxic, and cardiovascular shock. The antibody or 
composition may be utilised in therapy of conditions which 
include sepsis, septic or endotoxic shock, cachexia, adult 
respiratory distress syndrome, AIDS, allergies, psoriasis, 
T.B., inflammatory bone disorders, blood coagulation 
disorders, bums, rejection episodes following organ or 
tissue transplant and autoimmune disease e.g. organ 
specific disease such as thyroiditis or non-specific organ 
diseases such as rheumatoid and osteo-arthritis . 

Additionally, the antibody or composition may be used to 
ameliorate side effects associated with TNF generation 
during neoplastic therapy and also to eliminate or 
ameliorate shock related, symptoms associated with the 
treatment or prevention of graft rejection by use of an 
antilymphocyte antibody, or may be used for treating 
multi-organ failure (MOF) . 

The recombinant and humanised antibodies and compositions 
of the invention are preferably for treatment of sepsis or 
septic /endotoxic shock. 

The antibodies and compositions may be for administration 
in any appropriate form and amount according to the 
therapy in which they are employed. This may be for 
prophylactic use, for example where circumstances are such 
that an elevation in the level of TNF might be expected or 
alternatively, they may be for use in reducing the level 
of TNF after it has reached an undesireibly high level or 
as the level is rising. 

The therapeutic or diagnostic coii?»osition may take any 
suitable form for administration, and, preferably is in a 
form suitable for parenteral administration e.g. by 
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injection or infusion, for example by bolus injection or ' 
continuous infusion. Where the product is for injection 
or infusion, it nay take the form of a suspension, 
solution or emulsion in an oily or aqueous vehicle Hn 4 it 
may contain f ormalatory agents such as suspending, 
preservative, stabilising and/or dispersing agents. 

Alternatively, the antibody or cosmos ition may be in dry 
form, for reconstitution before use with an appropriate 
sterile liquid. 

If the antibody or coa^osition is suitable for oral 
administration, e.g. in the case of antibody fragments, 
the formulation may contain, in addition to the active 
ingredient, additives such as: starch - e.g. potato, maize 
or wheat starch or cellulose - or starch derivatives such 
as microcrystalline cellulose; silica; various sugars 
such as lactose; magnesium carbonate and/or calcium 
phosphate. It is desirable that, if the formulation is 
for oral administration it will be well tolerated by the 
patient's digestive system. To this end, it may be 
desirable to include in the formulation mucus formers and 
resins. It may also be desirable to improve tolerance by 
formulating the antibody or con^ositions in a capsule 
which is insoluble in the gastric juices. It may also be 
preferable to include the antibody or con^osition in a 
controlled release formulation. 

In a still further aspect of the invention, there is 
provided a method of treatment of a humcm or otiT'mgT subject 
suffering from or at risk of a disorder associated with an 
undesirably high level of TNP, the method comprising 
administering to the subject an effective amount of the 
antibody or composition of the invention. In particular, 
the human or animal subject may be suffering from, or at 
risk from, sepsis, or septic or endotoxic shock. 
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The dose at which the antibody is administered depends on 
the nature of the condition to be triated, the degree to 
which the TNP to be neutralised is, or is eacpected to be, 
raised above a desirable level, and on whether the 
antibody is being used prophylactically or to treat an 
existing condition. The dose will also be selected 
according to the age and conditions of the patient. 

Thus, for example, where the product is for treatinent or 
prophylaxis of septic shook suitable doses of antibody to 
TNF lie in the range 0.001-30ing/kg/day, preferably 
0.01-lOmg/kg/day and particularly preferably 
0.1-2iiig/kg/day. 

The antibody products may be used in diagnosis e.g. in in 
vivo diagnosis and imaging of disease states involving ~~ 
elevated TNP levels. 

The invention is further described by way of illustration 
only in the following Examples which refers to the 
accompanying diagrams, Pigures 1-6. 

Brief Des cription of the gi<p ir-«.« 

Figure 1 shows amino acid sequences for the variable 
domains of the heavy and light chains for the human 
acceptor antibody BU (lEU), the murine MAb CBOOlO 
(htnfl) and humanised CDR grafted light (gEU) and heavy 
(2hEUg) chains; 

Figure 2 shows amino acid sequences for the variable 
region domains of the human acceptor antibodies 
HEX (ire 1) for the light chain and KOL (KOL) for the 
heavy chain, of the heavy and light chains of the murine 
MAb 101.4 (101/4) and humanised grafted light and heavy 
chains (both designated gl014); 
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Figure 3 shows amino acid sequences for Uie variable 
region domains of -the human acceptor antibodies REX (REI) 
for the light chain and KOL (KOL) for the heavy chain, of 
the heavy and light chains of the murine Mftb CB0006 (CB6) 
and humanised grafted light and heavy chains (both 
designated gCB6); 

Figure 4 shows amino acid sequences for the veirlable 
region domains of the human acceptor antibodies REI (REI) 
for the light chain and KOL (KOL) for the heavy chain, of 
the heavy (HTNF3) and light (hTKF3) chains of the murine 
MAb ffCNFS and humanised grafted light (gHTHF3) and heavy 
(ghTNF3) chains; 

Figure 5 shows a graph con^iaring the ability of murine 
CBOOlO (hTNFl) and CDR-grafted CBOOIO (GrhTNFl; CDP571) 
to cpn5)ete with HHP-conjugated murine HTNPl for binding to 
recombinant human TNFa, ^n^i 

Figure 6 shows a graph coniparing the ability of murine 
ffiCNFl (CBOOIO) and CDR-grafted HTNFl (CP571) to neutralise 
recombinant TRFa in the L929 bioassay. 
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Detailed DeeeriDtion o f Endiodimanlia of lAe Invenliion 
Exaaiple 1 

CDR-Graftinq of mn rine anti-TOIFtt an1:lbodle8 
A number of murine anti-human TNPa HAba were CDR-grafted 
substantially as described in detail in WO91/09967 for the 
CDR-grafting of the murine antl-CD3 antibody 0KT3. m 
this and subsequent Examples, the chimeric and CDR-grafted 
humanised antibodies were prepared using human lgG4 
constant region domains, substantially as described for 
preparation of ^A, chimeric and CDR-grafted 0KT3 antibodies 
in WO91/09967. It will be appreciated, however, that 
human constant region domains of other types and isotypes, 
e.g. IgGl, IgG2 and lgG3, could also have been used 
without significantly altering the procedures described. 

These anti-hTNPa antibodies included the murine MAbs 
designated CB0006 (also known as 61E71) , CBOOlO (also 
Jcnown as hTNPl), hTNP3 and 101.4 A brief summary of the 
CDR-grafting of each of these antibodies is given below. 

CB0006 ■'^ 
A similar analysis as described in Example 1, Section 
12.1. of WO91/09967 was carried out for CB0006 and for the 
heavy chain 10 framework residues were identified at 
positions 23, 24, 48, 49, 68, 69, 71, 73, 75 and 88 as 
residues to potentially retain as murine. The human 
frameworks chosen for CDR-grafting of this antibody, and 
the hTNP3 and 101.4 antibodies were REl for the light 
chain and KOL for the heavy chain. The amino acid 
sequences of the murine CB0006 (CB6) (heavy and Light) REl 
(REX) light and KOL (KOL) heavy chain variable domains are 
given in Figure 3. 

Three genes were built, the first of which coded for amino 
acid residues 23, 24, 48, 49, 71 and 73 [gH341{6)] as 
murine residues. The amino acid sequence of the variable 
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domain, coded by this f ixst gene is shown as gCB6 in the 
heavy chain summary in Figure 3. The second gene also 
had amino acid residues 75. and 86 as murine residues 
tgH341(8)] while the third gene additionally had 
acid residues 68, 69, 75 and 88 as murine residues 
[gH341(10)]. Each was co-expressed with gL221, the 
TniniTinnn grafted light chain (CDRs only) shown as gCB6 in 
the heavy chain summary in Figure 3. The gL221/gH341 (6) 
and gI.221/gH341(8) antibodies both bound as well to tTHF as 
murine 61E71. The gL221/gH341 (10) antibody did not 
express and this combination was not taken further* 

Subsequently the gI.221/gH341{6) antibody was assessed in 
an 1,929 cell cratpetition assay in which the antibody 
con^etes against the TNF receptor on L929 cells for binding 
to TNF in solution. In this assay the gI.221/gH341 (6) 
antibocfy was approximately 10% as active as murine CB0006. 

CBOOlO (also known as hTMFl) 

CBOOlO is a monoclonal antibody which recognises an 
epitope of human TNF-a. The EU human framework was used 
for CDR-grafting of both the heavy and light variable 
domains. The amino acid sequences of the heavy AnH light 
variable domains of EU (EU) , CBOOlO (h t n £ 1) and grafted ' 
versions of CBOOlO (gEU, light; 2hEUg, heavy) are shown 
in Figure 1. 

Heavy Chain 

In the CDR-graf ted heavy chain oiouse .CDRe were used at 
positions 26-35 (CDR1)> 50-65 (CDR2) and 95-102 (CDR3) • 
Mouse residues were also used in the frameworks at 
positions 48, 67, 69, 71, 73, 76, 89, 91, 94 and 108, 
Ccm^arison of the TNFl mouse and EU human heavy chain 
residues reveals that these are identical at positions 23, 
24, 29 and 78* 
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Light Chain 

In the CDR-grafted light chain mouse CDRs were used at 
positions 24-34 (CDRl), 50-56 (CDS2) and 89-97 {CDR3) . 
In addition mouse residues were used in the franeworlcs at 
positions 3, 42, 48, 49, 83, 106 and 108. Comparison of 
the hTNPl mouse and BU human light chain residues reveals . 
that these are identical at positions 46, 58 and 71. 

The grafted CBOOlO heavy chain was co-expressed with the 
chimeric light chain and the binding ability of the 
product compared with that of the chimeric light 
chain/chimeric heavy chain product in a TNP binding assay. 
The grafted heavy chain product appeared to have binding 
ability for TNP slightly better than the fully chimeric 
product. 

Similarly, a grafted heavy chain/grafted light chain 
product was co-expreesed and compared with the fully 
chimeric product and found to have closely similar binding 
properties to the latter product. However when the 
grafted heavy chain/grafted light chain product was 
assayed in the L929 assay (see Example 4), it was found to 
have an activity only half that of the chimeric product. 
Thus further CDR-graf ting experiments were carried out as 
described in Bxasple 2. 

hTMF3 

hTKF3 recognises an epitope on human THP-«. The sequence 
of hTNF3 shows only 21 differences compared to CB0006 in 
the light and heavy chain variable regions, 10 in the 
light chain (2 in the CDRs at positions 50, 96 and 8 in 
the framework at 1, 19, 40, 45, 46, 76, 103 and 106) and 
11 in the heavy chain (3 in the CDR regions at positions 
52, 60 and 95 and 8 in the framework at 1, 10, 38, 40, 67, 
73, 87 and 105). The light and heavy chain variable 
d<»iiain amino acid sequences of hTNP3 (Htnf3, light; 
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hTNF3, heavy)/ CDR-grafted hT£^3 (gHTNF3, light; ghTNF3r 
heavy) and KEI (REI, light) and KOL (KOL, heavy) are shown 
In Figure 4. The light and heavy chains of the CB0006. 
and hTNF3 chimeric antibodies can be exchanged without 
loss of activity In the direct binding assay. However 
CB0006 Is an order of magnitude less able to compete with 
the TNF receptor on L929 cells for TNF-a compared to 
hTNF3. Based on the CB0006 CDH grafting data gL221 emd 
gH341(+23, 24, 48, 49 71 and 73 as mouse) genes have been 
built for hTNF3 and tested and the resultant grafted 
antibody binds well to TUF-a, but coopetes very poorly in 
the Ii929 assay. The gL221 gene codes for the gBTHF3 and 
the gfi341 etc. gene codes for the ghTNF3 vardLable domain 
sequences as shown in Figure 4 . It is likely that In 
this case other framework residues may heed to be changed 
to In^rove the competitive binding ability of this 
antibocfy. 

101.4 

101.4 is a further murine H&b able to recognise human 
THF-a. The heavy chain of this antibody shows good 
homology to KOL and so the CDR-graf ting has been based on 
HEl for the light chain and KOL for the heavy chain. The 
heavy and light variable domain amino acid sequences of 
101.4 (101/4) and a CDR-grafted version of 101.4 (gl014] 
and the REI light chain (I re 1} and KOL heavy chain (KOL). 
vardLable domains are given in Figure 2. Several grafted 
heavy chain genes have been constructed with conservative 
choices for the CDR's (gH341} and which have one or a 
small number of non-CDR residues at positions 73, 78 or 
77-79 inclusive, as the mouse amino acids. These have 
iseen co-expressed with the chimeric light chain or the 
Kabat CDR-grafted light chain. In all cases binding to 
TNF equivalent to the chimeric antibody is seen and ^en 
co-expressed with cL the resultant antibodies are edble to 
con^te well in the L929 assay. . However, with 
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gL221 the resultant antibodies are at least an order of 
magnitude less able to compete for TNF against the TNP 
receptor on L929 cells. 

Mouse residues at other positions in the heavy chain > for 
exaaplB, at 23 and 24 together or at 76 have been 
demonstrated to provide no' improvement to the con^etitive 
ability of the grafted antibody in the L929 assay. 
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Bgample 2 

Fnrther CDR-Grafblnq of Mnrijae an'bx-'luupan HMFg Antibodlee 
CBOOlO and 101,4 

Mnrine anti-lininan TNFa monoclonal an-tibodles CBOOlO and 
101.4 were further _CDR-gra£ted subs-bant ially as described 
in WO91/09667. 

CBOOlO 

CBOOlO Is a monoclonal antibody which recognises an 
epitope on human TNF-a. The BU human framework was used' 
for CDR-grafting of both the heavy and light variable 
dmains* 

The amino acid sequences of the heavy and light chain 
variable domains of the EU acceptor, CBOOlO (h t n f 1) 
Bturine donor and COR-grafted (gEU, light chain and 2hEI7g, 
heavy chain) antibodies are given in Figure 1« 

Heavy chain 

In the CDR-grafted heavy chain (2hEUg), mouse CDRs were 
used at positions 31-35 (CDRl), 50-65 (CDR2) and 95-102 
(CDR3). 

House residues were also used in the frameworks at 
positions 12^ 27^ 30, 38, 46, 48, 66, 67, 69, 71, 73, 76, 
83, 89, 91, 94 and 108« Conqparison of the CBOOlO mouse 
and EU human heavy chain residues reveals that these are 
identical as positions 23, 24, 29 and 78. 

Light chain 

In the CDR-grafted light chain (gEU) mouse CDRs were used 
at positions 24-34 (CDRl), 50-65 (CDR2) and 89-97 (CDR3). 
In addition mouse residues were used in the frameworks at 
positions 3, 42, 48, 49, 106 and 108. The human consensus 
residue (valine) was used at position 83 « Comparison of 
the CBOOlO mouse and EU human light chain residues reveals 
that these are identical at positions 46, 58 and 71. 
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The grafted CBOOlO heavy chain was co-eacpreased with the 
chimeric light chain and the binding ability of the 
product compared with that of the chimeric light 
chain/chimeric heavy chain product in a TNF binding 
assay. The grafted heavy chain product appeared to have 
binding ability for TNF slightly better than the fully 
chimeric product. 

Similarly, a grafted heavy chain/grafted light chain 
product was co-cucpressed and conqpared with the fully 
chimeric product and found to have closely similar binding 
properties to the latter product. The specific 
combination of grafted light chain (gBU) and grafted heavy 
chain (2hEDg), as shown in Figure 1, provides the antibody 
known as CDP571. The murine CBOOlO (CBOOlO), chimeric 
CBOOlO (chimeric CBOOlO). and the graifted heavy 
chain/grafted light chain product (CDP571) were compared 
for binding to human TNFa in a standard assay. The 
results obtained are given in the table below in terms of 
the Kq (pM) measured for each antibody. 



Antibody. (pM) 

CBOOlO 80 

Chimeric CBOOlO 81 

CDP571 87 



The fully grafted antibody product (CDP571) is currently 
in pre-clinical development for treatment of sepsis 
syndrome and acute transplant rejection. 

101.4 

101.4 is a further murine MAb able to recognise human 
TNF-a. The heavy chain of this antibody shows good 
homology to KOL and so the CDR-grafting has been based on 
REI for the light chain and KOL for the heavy chain. An 
improved CDR-grafted product has been prepared. Variable 
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domalii amino acid sequences for BEl (rei, light chain), 
KOIr (KOL, heavy chain) marine 101.4 (101/4, heavy and 
light chain) and fully grafted antibody (gl014, heavy and 
light chain) are shown in Figure 2. 

Heavy chain 

In the CDR-grafted heavy chain (gl014) mouse CDRs were 
used at position 31-35 (CDRl), 50-65 (CDR2) and 95-102 
(CDRS). Mouse residues were also used in the framework 
at positions 4, 11, 23, 24, 28, 73, 77, 78, 79, 91, 93, 94 
and 108. 

Iticrht chain 

In the CDR-grafted light chain (gl014) mouse CDRs were 
used at positions 24-34 (CDRl) , 50-56 (CDR2) and 89-97 
(CDR3) • In addition mouse residues were used in the 
framework at positions 1, 3, 4, 39, 73, 105 and 107. The 
human consensus residue (valine) was used at position 104. 

The fully grafted heavy and light chain (gl014) were 
co-expressed and their binding to TNF cougar ed with murine 
and chimeric 101.4 and also the fully grafted {gEU/2hEUg> 
CDP571) CBOOlO antibody. The fully grafted 101.4 
antibody was found to having binding properties for human 
TNFa similar to the murine, chimeric, and grafted CBOOlO 
antibodies • 
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Exaaiple 3 

In vitro comparison of Marine and CDR-graf 1:ed Aai:xbod±es 

A, Affinity Meaaurements for Murine CBOOlO and CDP571 

Materials and Methods 
Materials : 

PBS/BSA : Dulbeccos PBS + 1% (w/v) bovine serum albumin. 
TNF ; SOnM rec. human TNF-alpha (Bissendorf Biochemicals) , 
CBS^g/ml in PBS/BSA. 

Stock ^^^ I-TNF ; 5/iCi^ IBSkBq (Amersham International) 

dissolved in SOO^il water and stored at -70^C. 

Working Solution ^^^ I-a?NF : -62pM for titration curve and 

124pM for Scatchard analysis, in PBS/BSA. 

Antibodies : Purified murine CBOOlO (mBTHFl) and CDP571 

were quantified by A280nm (^Img/ml, 280nm"^«^), and • 

diluted to a concentration of 1/ig/ml for titration, or 

200ng/jnl for Scatchard analysis. 

Imminobeads i Goat anti-murine IgG whole molecule-agarose 
or goat anti- human XgG whole molecule-^agarose (Sigma) were 
used undiluted. 

Method ; 

Antibody titration : mHTNFl and CDP571 were titrated in 
doubling dilutions (100^1 each) to give a total of 16 
samples and ^^*I-TNF (lOO/xl, 62pM) was added. The final 
top concentration of antibody was 500ng/ml and ^^*I-TNF 
was 31pM. Control tubes (8) contained ^^*I-TNF and 
PBS/BSA only. The samples were left to equilibrate 
overnight at room temperature, with shaking. After 
eqpiilibration, 25^1 goat anti-mouse-agairose was added to 
the mHTNFl samples, and 50^1 goat anti-human beads were 
added to the CDP571 samples except for the total *^*I-TNP 
controls • Non-specific absorption of *^*I-TNP to the 
agarose beads was corrected for by adding beads to 
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4 of -the controls and comparing supernatant counts for 
these sas^les wxth those containing FBS/BSA Instead of 
beads. After 1 hour equilibration at room ten^erature 
FBS/BSA (O.Sml) was added and the samples were centrifuged 
at ISOOrpm for 10 mins at 20^0. The supernatant (0«5ml} 
was removed and radioactivity was counted in a gamma 
counter 

Confirmation that ^^^I-TNF behaved similarly to the 
onlabelled material in this assay was made by performing 
the antibody titration in the presence of mixtures of 
i2»I«OTIF and unlabelled TNF (at 25% arid 75% *^*I-TNF) at 
the same total concentration. 

Scatcfaard analysis : For both antibodies, unlabelled TNF . 
(lOOpl, 50nM) was titrated in duplicate, in 13 doubling 
dilutions* One sample containing FBS/BSA in place of TNF 
was included for each antibody. *^*I-TNP (SOfil, 124pM) 
was added to each senile. A constant amount of antibody, 
determined from the titration curve (50/xl, 200ng/ml) was . 
then added. 

This gave the following final concentrations: antibody, 
50ng/ml; TNF, 25nM top concentration; ^^*I-TNF, 31pM. 
The samples were left to equilibrate overnight and then 
treated exactly as for the antibody titration samples • 

Calculations 
Titration Curves 

Bound ^^*I-TNF cpm KSB cpm - supernatant cpm 
Bound ^^*I-TNF cpm 



8 B/T 



Total 



I-TNF 



NSB «= non-specific absorption blank, supernatant cpm 
Total = total counts for ^^*I-TNF only 
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B/T was plotted against antibody concentration and the 
appropriate antibody concentration for use in Scatchard 
analyses was chosen at B/T « 0.6 

Scatchard analysis 

The mean of duplicate determination was used throughout 



USB » Total cpm«-NSB supernatant cpm 
Free cpm » sample cpm + NSB 

Proportion of free TNF » Free /Total (F/T) = 
sample cpm + NSB cpm 1-F/T 
«» B/F - ^ 

Total cpm F/T 

B/F was plotted against Bound TNF to give a slope of -l/Kd 
from which was calculated 

RESULTS 

Dissociation constants for murine CBOOlO and CDP571 
Antibody 
Murine HTNFl 
CDP571 



Kh>M 

1.3 X 10-" 

1.4 X 10-" 
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B> Competition of murine CBOOlO fMuhtnfl) and CDP571 
fGrhTNFl) with HRP-conjuqated in Murine CBOOlO for 
binding to rhuTMF 

Method 

A 96 well microtitre plate ( Nunc / Meixis orb) was coated 
with 100/il/well TNP at 0,5fig/ml. 

Serial dilutions of murine or grafted antibody were 
prepared using PBS/1% BSA diluent, from 200/ig/ml to 
0 .01pg/ml. 50/a1 of antibody was added to each well 
followed by 50;il HRP-murine CBOOlO at 3 concentrations 
(0.625, 0*315 and 0.16/ig/ml)« Plates were incubated for 
2 hours at room temperature with agitation, washed 4 times 
with PBS and lOOpl of TMB substrate added. 
Optical Density was measured and OD plotted against 
antibody concentration. 

Conclusions 

Curves for both murine antibody (MuhTNFl) and grafted 
antibody (GrhTNFl) are superin^osable, indicating both 
antibodies compete with similar affinity for binding to 
TNF ( see Figure 5 ) • 
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gicanple 4 

ComparxBon of Murine CBOOlO and CDR-grafted CDPS71 
Antibod ies in Bioassav and Animal Model Erperiaenlig 

A> Centralisation of TNF by CBOOlO and CDP571 in the 1.929 
Aasay 

The ability of the parent xmurine antibody CBOOlO (hTHFl) 
and the CDR-grafted antibody CDP571 to neutralise 
recombinant human TNF was determined using the L929 
bioassay* The assay uses the L929 mouse f ibroblastpid 
cell line which is killed by TNF. The assay is performed 
in the presence of 1 ug/ml actinomycin D which renders the 
cells more sensitive to TNF. Serial dilution of the two 
antibodies were mixed with a constant amount of recombinant 
human TNF (100 pg/ml) and added to a L929 monolayer in 96 
well flat bottomed plates. After a 16 hour incubation 
the cells which had not been Icilled by TNF were revealed 
using the stain crystal violet. The apparent amount of 
TNF not neutralised (residual TNPj was determined by 
comparison with a recombinant TNF standard curve. 
Results from a representative experiment where residual 
TNF is plotted against antibody concentration are shown in 
Figure 6. It can be seen that CBOOlO and CDP571 have 
similar neutralisation activities. 

B. Effect of CDP571 in Baboon Sepsis Model 
In this study the effect of the prior treatment with 
CDP571 on the physiological consequences of severe sepsis 
(including death) was assessed. Baboons were chosen as a 
relevant species to study since CDP571 is known to 
neutralise baboon TNF. 

Male €uiult baboons, Papio ursinus ^ weighting 20-25 kg were 
anaesthetised with ketamine hydrochloride and sodium 
pentabairbitone and instrumented for the measurement of 
blood presstire, cardiac index (by thermodilution ) , ECG and 
right atrial filling pressures. An infusion of either 
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saline only or an1:lbody was then given for 120 mln ai: a 
rate of 2.5 ml/kg /h following which they were given a 
further 120 min infusion of live E>coli at the same 
infusion rate. The bacterial stradLn used was HdLnshaw's 
strain B7 {[086a: 61], ATCC 33985) administered whilst in 
the log growth phase at a dose of 2x10^ CFU/kg giving a 
plasma concentration of 2-2.5x10^ CFU/ml at the end of the 
infusion. Following a farther 120 -min, animals were 
returned to their home cages given free access to food . 
and water and monitored for cardiovascular changes twice a 
day for 3 days. All animals were given constant fluid 
replacement infusion of 5 ml/kg/h which was adjusted, 
where necessary, to maintain adequate right heart filling 
pressures. Baboons that had. died during treatment or 
that haii survived the 72h experimental period, and then 
killed were post-mortemed.- All major organs were 
assessed for gross macro-pathalogical damage according to 
semi-^quantitative scale (h-h- being the most severe) • 

Animals wezre randomly assigned to one of 4 treatment 
groups ; 

-saline only 

-CDP571 0.1 mg/kg 

-CDP571 1.0 mg/kg 

-CBOOlO 0*1 mg/kg (parent murine antdLbody) 

The survival and cumulative organ damage scores are shown 
in table -1. CDP571 at 1.0 mg/kg prevented death and 
significantly (P<0«005) reduced the incidence of organ 
damage in this model; furthermore, these effects were 
dose-related {P<0.005). In addition, the survival rate 
and organ damage score seen with CBOOlO were similar to 
those seen with CDP571 at the same dose, indicating a 
maintained in vivo potency of CDP571 compared to its 
parent murine antibody. 
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CLAIMS 

1- A recombinant: antibody molecule which has specificity 
for human TNFa* 

2* A rec omb i n ant antibody molecule according to Claim 1 
having an antigen binding site derived from the 
murine monoclonal antibody CB0006 (alternatively 
known as 61E71), CBOOlO (alternatively known as 
hTNFl)^ hT»F3 or 101.4. 

3. A recombinant antibody molecule according to Claim 1 
or 2 which is a humanised antibody molecule. 

4. A humanised chimeric antibody molecule according to 
Claim 3. " 

5. A CDR-grafted humanised antibody according to Claim 3. 

6 . A CDR^graf ted humanised antibody heavy chain 
according to Claim 5 having a variable region domain 
comprisdLng human acceptor framework and donor antigen 
b indin g regions wherein the framework cos^rises donor 
residues at at least one of positions 6, 23 and/or 
24, 48 and/or 49, 71 and/or 73, 75 and/or 76 and/or 
78 and 88 and/or 91. 

7. A CDR-grafted humanised heavy chain according to 
Claim 6 ccm^rising donor residues at positions 23, 
24, 49, 71, 73 and 78, or at positions. 23, 24 and 49. 

8 • A CDR-graf ted humanised heavy chain according to 

Claim 6 comprising donor residues at positions 2, 4, 
6, 25, 36, 37, 39, 47, 48, 93, 94, 103, 104, 106 and 
107. 
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9. A CDR^graflied hmnaiixBed h^avy chain according iio 

Claim 7 or 8, .comprising donor residues at one, some 
or all of positions: 
1 and 3, 

69 (1£ 48 Is different between donor and acceptor), 

38 and 46 (If 48 Is the donor residue), 

67, 

82 and 18 (If 67 Is the donor residue) , 
91, and 

any one or more of 9, 11, 41, 87, 108, 110 and 112. 

10 « A CDR-grafted humanised heavy chain according to any 
of Claims 5-9 comprising donor CDRs at positions 
26-35, SO-65 and 95-100.. 

11. A CDR-grafted humanised antibody light chain 

' accorddLng to Claim 5 having a variable region domain 
comprising human acceptor framework and donor antigen 
binding regions %riiereln the framework comprises donor 
residues at at least one of positions 1 and/ or 3 and 
46 and/or 47 « 

12. A CDR-grafted light chain according to Claim 11 
comprising donor residues at positions 46 and 47. 

13. A CDR-grafted humanised antibody light chain 
according to Claim 5 having a variable region domain 
comprising human acceptor framework and donor antigen 
binding regions wherein the framework comprises donor 
residues at at least one of positions 46, 48^ 58 and 
71. 



14. 



A CDR-grafted light chain according to Claim 13 
comprising donor residues at positions 46, 48, 58 and 
71. 
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15. A CDR-grafted light chain according to Claim 11 or 
13, comprising donor residues at positions 2, 4, 6, 
35, 36, 38, 44, 47, 49, 62, 64-69, 85, 87, 98, 99, 
101 and 102* 

16. A CDR-^grafted light chain according to Claim 15, 
comprising donor residues at one, some or all of 
positions : 

1 and 3, 
63,. 

60 (if 60 and 54 are able to form a potential 
salt bridge), 

70 (if 70 and 24 are able to form a potential 
saltbridge ) , 

73 and 21 (if 47 is different between donor and 
acceptor) , 

37 axid 45 (if 47 if different between donor and • 
acceptor), and 

any one or more of 10, 12, 40, 83, 103 and 105. 

17. A CDR-grafted light chain according to any one of 
Claims 11-16, comprising donor CDRs at positions 
24^34, 50-56 and 89-97. 

18. A CDR-grafted antibody molecule comprising at least 
one CDR-grafted heavy chain according to any one of 
Claims 6-10 and at least one CDR-grafted light chain 
according to any one of Claims 11-17. 

19. A CDR-grafted humanised antibody heavy chain having a 
variable region domain con^rising human eusceptor 
freuaework (especially £U human acciaptor framework) 
and hTNFl donor antigen binding regions wherein the 
framework comprises hTNFl donor residues at positions 
12, 27, 30, 38, 46, 48, 66, 67, 69, 71, 73, 76, 83, 
89, 91 and 94. 
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20 • A CDR-gxraf -ted hnmanised an1:lbody llgh't chain having a 
variable domain comprising human acceptor framework 
(especially EU human acceptor framework) and hTNFl 
donor antigen binding regions wherein the framework 
conprlses hTNFl donor residues at positions 3, 42 and 
49. 

21. A CDR-pgrafted humanised antibody molecule comprising 
at least one CDR-grafted humanised heavy chain 
according to Claim 19 and at least one CDR-grafted 
humanised light chain according to Claim 20. 

22. A CDR-grafted hnmanised antibody heavy chain having a 
variable region domain comprising human acceptor 
framework (especially KGIi human acceptor framework) 
and 101.4 donor antigen binding regions wherein the 
framework coo^rlses 101 • 4 donor residues at positions 
4r llf 23, 24, 28, 73, 77, 78, 79, 91, 93 and 94. 

23. A CDR-grafted humanised antibody light chain having a 
variable region domain ccnnprlslng human acceptor 
framework (especially REX human acceptor framework) 
and 101.4 donor residues at positions 1, 3, 4 and 73.. 

24. A CDR-grafted humanised antibody molecule comprising 
at least one CDR-grafted humanised heavy chain 
according to Claim 22 and at least one CDR-grafted . 
humanised light chain according to Claim 23. 

25. A DNA sequence which codes for a heavy or light chain 
antibody, molecule which has specificity for human TNFa. 

26. A DHA sequence which codes for a CDR-grafted heavy 
chain according to any one of Claims 6-10, 19 or 22, 
or a CDR-graf ted light chain according to any one of 
Claims 11-17, 20 or 23. 
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27. A cloning or expression vector containing a DNA 
sequence according to Claim 26. 

28. A host cell transformed with a DHA sequence according 
to Claim 27. , . 

29* A process for the production of a CDR-grafted 
antibody con^rising expressing a DNA sequence 
according to Claim 25 or Claim 26 in a transformed 
host cell* 

30. A process for producing a recombinant or humanised 
Mti-hTNPo antibody product comprising: 

(a) producing in an expression vector an operon 
having a DNA sequence which encodes an 
anti-hTNFa antibody heavy chain. 

and/or 

(b) producing in an expression vector an operon 
having a DNA sequence which encodes a 
con5>lementary anti-hTNFa antibody light chain. 

(e) transfecting a host cell with the or each vector; 
and 

(d) cnlturiiig the transfected cell line to produce 
the anti*-*hTNFa antibody product. 

31. A therapeutic or diagnostic con^osition comprising a 
recombinant antibody molecule according to Claim 1 in 
co mb i n ation with a pharmaceutically acceptable 
carrier, diluent or excipient. 

32. A process for the preparation of a therapeutic or 
diagnostic craiposition con^rising admdLxing a 
recombinant antibody molecule according to Claim 1 
together with a pharmaceutically acceptable 
excipient, diluent or carrier. 
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33. A melihod of -therapy or diagnosis con^rislng 
admlniaterlng an effective amount: of a reconbinanl; 
antibody molecule according t:o Claim 1 ^o a human or 
animal subject. 

34. A recombinant: antibody molecule according to Claim 1 
or a therapeu1:ic cos^osition according t:o Claim 31 
for use in the amelioration of side effects 
a8sociat:ed wi-th TNF generation during neoplas-tic 
tiherapy*. 

35. A recombinant: antibody molecule according to Claim 1 
or a therapeutic composition according t:o Claim 31 
for use in -the elimination or amelioration of shock 
related sympt-omB associated with . an'tilys^hocyte 
tiherajQf. 

36. A recombinant antibody according to Claim 1 or a 
therapeutic coo^ositiion according to Claim 31 for use 
in the treatment of multi organ failure. 

37. A recombinant antibody according to Claim 1 or a 
therapeutic conqposition according to Claim 31 for use 
in the treatment of sepsis or septic /endotoxic shock. 

38. A met;hod of treatment of a human or animal subject, 
suffering from or at risk of a disorder associated 
with an undesirably high level of TNFr con^irising 
jirfffii Ti -1 g-h«T-T ng to t:he subject an effective amount of a 
recombinant antibody according to Claim 1 . 

3d. A method according to Claim 33 or 38 comprising 

administering doses of euiti-TNF antibody product in 
t^ie range 0.001-30mg/kg/day, preferably 
0«01-10mg/kg/day, or particularly preferably 
0 . l-2mg /kg/day . 
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V6 



CDR gRAFTXNG OF hTKF-l 



LlQht: Chain Dafca 



1 Bu DZQMTQ8P6T LSASVGDRVT ITCRASQ61 KTWLA WYQQKPGKAPK 

htnfl DZMMSgSPSS IiAVSVGSXVTHS CKSSQSLZiySMKQRNYIA HYQQXPGfiSPK 
g BU OXMHTQSPST LSASVGDRVTIT CKSSQSLLYSNNQKNYIiA WYQQKPQQAPK 

EU LZiMYKASSLE S GVP fiRFIGS GSGTEFTXiTl SSLQPDDFAT YYCQQYHSDS 

b1:xif X XtLJC glgli STRES GVPDRFT6S G8GTDFTLTX SSVK&EDIsAV YYCQQYYDYP 
gSu ZiLXSWASTRES GVPSR7XG6 GS6TSFTLTX 8SLQPDD^T YYCQQYVDVP 

3 Ell XHFGQG TKVEVKG. . (K]a?PA} 

IitsifX TOF GGG 8XLEXR anti humah THE seq from 

g EU WTFGQG TKVEira. • (KAPPA) 

franevorlc residues cbanged (#^ Rabat) 

Cligs 3/42/48/49/83/106/XOB 

Heavy Chain Data 

Eu QVQI.VQSGAE VXKPGSSVKV SCRA6GGTF8R8AXX WVRQA PGQGLEWMGQ 

l^P^tX EVLZ.QQ8GPE LjVK PGASVKX PCRA8GYTFXDYNVD WVgQS HGKSLQWSGN 
2hEug QVQZ.VQ8GAE WRPGS8VXy 8CKA8GYTFTDYNVD WVKQA PGQGXiQWXGK 

Eu XVPMPGPPNYAQKPQG RVTXTADESTKTAYMEiaSSLRSED TAFYFCAGGY 

^tfifl XHPKNGGTXnrQKFKG EGT2iT3P2CS88TAYlfBLR8L28ED TAVY^CARSA 
2hBug XKPNNGGTXTNQXFKG XGTLTVDXS78TAYMEL88LT8ED TAVYYCARSA 



Eu GXY8PE 
htnfl PYBNYEYPDV 
2bBttg FYMNYEYFDV 



WGQGTLyTV88.grp ikabat cdr ohg frv]c4 

WGA G T TVTV8 S 
WGQGTTVTVS8 



framevork residues changed (# = kabat) 

Chgs X2/27/30/38/46/48/66/67/69/71/73/7€/a3/89/91/94/108 

Fig. 1 
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CDR GRATTIKG OF 101-4 



DXQMTQSPSS L8A8VGD RVT ITCQASQDI IKYLMW YQQTPGKAPK 

QXVLTQ8PPZ H8A8PGBKVT HTC8A8SSV8F11Y W yQQKPG88PR 

0IVLTQ8P88 LSASVGDRVT ITCSA8S8VSPMY W YQQKPGKAPX 



LLZYE&SNLQA GVP8RF8G8 G8GTDYTPT1 88LQPEDXAT YYCQQYQ6LP 
I1LXYDA8ZLA8 6VPVRF8G8 GSGT8YSLTI SRHEAEOVAT YY&QQWSfiYS 
XiLZYDASZZaA8 GVP8RFSG8 G8GTDYTLTZ 88LQPSDZAT YYCQQWSDY8 



YTFGQGTKIiQ ITR. .cell tech rel 

PRTFGGQTKLE ZKR THZS ZS MOUSE ( XNSERTZON ZN CDR3 ) J gE 

PRTFGQGTKVE ZKR eell tech rei 



framework reaiduee changed (# = Rabat) 

X/3/4/39/73/104/10S/107 

HEAVY GHA XN SUMMARY 

23 48 
XOL QVQ IiVESGGG WQPGRSZAZi SCSSSGPZPSSYAMY WVRQA PGKGZ.EWVAZ 
101/4 EVKZBE8GGG WVQPGGSMKIi SCZASGPTFSNYWMN WVRQS PEKGIiEWVAG 
gl014 QVQZVE8GGG WVQPGRSLRL SCZASGFTFSKYffMN WVRQA PGKGLEWVAE 

71 88 
KOL ZWDDGSDQEYADSVXG RPTZSRDNSKNTLPLQMD6LRPED TQVYFCARDG 
101/4 VRIiQSDKFTTHYAESVXGRPTZSRDDSKSGVYLQMNMLGAED TGXYYCTPFA 
gl014 YRZigSDHFTTHYAESVKGRFTZSRDDSKKGVYLQHDSLRPED TGVYYCTPFA 

KOL GHGFCSSA8CFGPOY W6QGTPVTV8S. HUMAN (kabat CDR defn) 
XOl/4 Y WGQGTLVTVSP. • .MOUSE seq 

gl014 Y WGQGTLVTVSS 

fraaeworlc residues changed (# = Rabat) 

4/11/23/24/28/73/77/78/79/91/93/94/108 



Fig. 2 



1 rel 
101/4 
gioi4 



2 rel 
101/4 
gl0l4 



3 rel 
101/4 
gl0i4 
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61B71 

LIGHT CHAIK STIMMaRY 

DZQHTQSPS6 L8ASV6DRVT ITCQA8QDI IRYLK WYQQTPGK21PX 

SrVMTQTPKF LLVSA6DRVT ITCKA8QSV8 KDVA WYQQKSGQ8FK 
OIQKTQ8PS8 LSA8VGDRVT ZTCKASQ8V8 KDVA WYQQTPGKAFK 

LLI YEM NLQA QVP 8RFSG8 G8GTDyTFTX S8X1QFEDXAT YYCQQYQSXiP 
VLXYHV81IRYT GVPDRFTGS 6YGTDFTFTX TTVQAEDZAV YFCQQDY88P 
I1LZYHV8KRYT 6VP8RFSG8 GS6TDYTFTZ 8SLQPEDXAT YYCQQDY88P 

Y7FGQGTKLQ ZTR. « . celltech rei (KAPPA) 

WTFGGGTKLE ZK.... MOUSE AB..« REX (KO PVRK8) 
WTFGQGTXLQ XTR. • • graf tittd AB sequanoe 



HEAVY CHAIN SIIMMARY 

QVQLVB8GGG WQPGRSLRL 8C888GFXF8 8 YAHY WVRQA PGRGLEWVAI 
QIQLVQBGPD ZiKKPGETVKI SCJE^SGYTFTKYGMN WVKQT PGKGLRIQiGVr 
QyQLVBSGGG WQPGRSLRL 8CK&86Y7FTHYGMN WVRQA PGKGLEWMGW 

IWDDG8DQHYADSVKG RFTI8RDNSKNTLFLQMDSLRPED T6VYFCAR06 
XNTYTGEPTYDDDFKG RPAF8IiEAeASrAYLQXNKLKNED MATFFCARQE 
ZMTYTGEPTYDDDFKG RFTI8£DA8XHTZiFLQMD8LRPED TGVYFCARQE 

GHGFCS8A8CFGPDY WGQGTPVTV8 . HUMAN grp3 (kabat CDR defn) 
GFYAHDY WGQQT8LTV8S > , M0U8E ANTI-TNF sequence 
6FYAMDY WGQGTPVTV8 • grafted AB sequence 



Fig. 3 



REI 
CB6 
gCB6 

REI 
CB6 
gCB6 

REI 
GB6 
gCB6 



KOL 
CB6 
gCB6 

KOL 
CB6 
gCB6 

KOL 
CB6 
gCB6 
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LIGHT CHA IN SUMMMIY 

»EI DIQM TQSPSS Z.6ASVGDRVT ITCQASQDI* •..♦IKVIiN WYQQTFQKAPK 
HT2IF3 NXVMTQTFKF LLV6A6DRIT ZTCKA6QSV6 NDVA WYQQKFGQ8FR 
gHTKF3 DIQMTQSPSS LSASVGDRVT ITCKASQSVS NDVA WyQQTPGKAPX 

REI LLIYEASNLQA GVPSRFSG8 G8GTDYTFTI SSIiQPEDIAT YYCQQYQSLP 
mKF3 LLIYYVSNRYT GVPDRFTGS GYGTDFTFTI NTVQAEDLAY YFCQQDYSSF 
9HTNF3 UZYYVSNRYT GVF8RFSGS G86TDYTFTI 88LQFEDIAT YYCQQDYSSF 

RSI YTFGQGTKLQ ITR. . (KAPPA) 

HTNF 3 YTFGQGTRLE VX.... MOUSE AB secpienoa 

gHTNF3 YTFGQGTKLQ ITR ••grafted sequence 

HEAVY CHA IN SUMMARY 

ROL QVQLVESGGG WQPGRSLRL 8CSS8GFIFSSYAMY WVRQA PGKGLEWVAI 
hTllF3 RIQLVQSGPE LKKPGETVKI 8CKA86YTFTNYGMN WVTQA PGKGLKWMGW 
ghTMF3 QVQLVESGGG WQPGRSLRL SCKASGYTFTNYGMN WVRQA FGKGLEWMGW 

KOL IWDDGSDQHYADSVKG RFTISRDNSKNTLFLQMDSLRPED TGVYFCARDG 
hTNF3 IHTYTGEPTYADDFKG RFAFSLBTSAflTAYLQINNLKNED TATYFCARKE 
ghTNF3 IHTYTGEPTYADDFKG RFTIS£iD£SKMTLFLQMD8LRPED TGVYFCARKE 

KOL GH6FCS8ASCFGPDY WGQGTFVTyS • HUMAN grp3 

bTNF3 GFYAMDY W6QGTSVTVS6. . .MOUSE.ANTI-TNF sequence 

ghTNF3 GFYAMDY WGQ6TFVTVS • grafted AB sequence 



Fig. A 
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hTNFI COMP ASSAY 

MuhTNFl / GrhTNFl 



1000 



00(630-490) 




ai 1 

ug/ml 

-GRAFTED MURINE 



* I 1 1 ml 
100 1000 



Fig. 5 



SUBSTITUTE SHEET 



wo 92/11383 ^ PCr/GB9l/02300 



6/6 




SUBSTITUTE SHEET 



RNATIONAL SEARCH REPORT 

latcniaxloaal-AppttGatloa No 



PCT/GB 91/02300 



J. CLASSinCATlON OF StSJECT MATTER Of sc««nl cUnifiasioQ fvmh 


All apply, iadkaxa aU)* 




Acaird|ii« 10 InMnitioaal Patat 

Int.CKB 
C 12 N 15/62 


Qassmcatioa (IPO or to both Natkmal Qasstficaiioa and IPC 

C 12 P 21/08 C 07 K 15/28 C 12 N 15/13 
A 61 K 39/395 


U. FIELDS SEARCHED 


Mistmnn Docamcmatioi ScardMd'' 


CUssHkattoa Sjfsion 


Qantfi cation Syiabols 


Int,Cl 


.5 


C 12 P C 12 N A 61 K 


Doouneotattoa ScarcM otfacr ihta Miiinao Doanncitatloo 
to tkm Cxtmi tkni sttdi DocosMtns m Indited in the Fidds Seu^ed' 




in. 00<XMENTS OONSmEKED TO BE RELEVANT* 




OiailoBof Di 


BoiMnti 1^ adtb indkarioa, whera appropriate 


of the rakvaot pam^cs ^ 


Rdevaat to aain No.^ 


X 
Y 


EP. A, 0355067 (CELLTECH LTD) 21 
February 1990) see the whole document 


1,2,31- 
38 

3-30 


Y 


EP, A, 0403156 (GENZYME CORP. ) 19 
December 1990, see example 12 


3-30 


X 


Journal of Infectious Diseases, vol. 161, no. 6, 
. June 1990, (Chicago, US), S, OPAL et al.: 
"Efficacy of a monoclonal antibody directed 
against tumor necrosis factor 1n protecting 
neutropenic rats from lethal infection with 
Pseudbmonas aeruginosa", P^ges 1148-1152, see the 
whole article 


1,2.31, 

32,37, 

38 


Y 






-/- 


3-30,33 
-36 


* Sf«dai csiatoctac of diod docoMKS : Istcr Aocamcm ^lisJMd after tlw tmcrostiocial fiUof ds» 

-A* doc«m«tMaiaf ibosttmJsnwortMart wUchisBot chi to t£mimtaiid tha prioclfla or ttiwy aod^^ 
eoasMaiad to ke of paitiraiar tckoaact iavaoiioQ ^ 

*£* carilcr 4ocamam ban ^UisM oa or aftar tka Uuaraattoul ^ doeiniaat of panicalar ratavaacc: cka ^imtd lavtntlnn 
lUiKg 4ata ^^1^^^ ^ coaiMarad aoval or caaaot te CBPridiiod to 

n/* dacmaam wUcfa Bay throw doobo 00 frtflrtty dahoffll er taivaHra an tBv«ati«a slap 

wUch ts diad to aAablisti tba paUicatioo data of aooibcr doeaaeat of ffTTt*^tT ralavaacc tha dalmad lavaattoo 
diattoa or otbcr spadal laasaa (as spactfiad^ caaoot be ooosiderad to iovolva aa lovcaitva step »aeo the 

'O^ duuiiumt lafarriac to aa araJ ^Iscksafa. 8Mii axhlbftloa or docamcst is conbtaed with one or more other socfa doca- 
other Bua» swats, sacfa cooibcDatlo& betas obvioos to a pcrsaa sbilied 

'F' 4octtmc»ipab(lslied prior to the taMafMttoaal fiUag data bat fatthaatt. 

bter than the prtotHy data ciaiaMd ''A' 4oeamaat Mibar of tha saaa paiaM faoMly 


IV. CERTIHCATION 


Date of the Aoiaal Conplarios of 

26-03- 


tba iaienutiosal Scuch 

1992 


Datoof Matttagofthb iMatDSHonat Saarch Rapon 


iBMnuunaal Saarehlag Aathomy 

EUROPEAN PATENT OFFICE 


Sicaatore of Attthomad <MP«5//^Jc^ 





I PCTASA/210 



nasi 



iBTemtioaat AppHcaooo No 



lU. DOCOffiNTS CONSIDERED TO BE RELEVANT (CONTINUED FROM THE SECOND SHECT 



Z 

91/02300 



Catccory« I 



amioa of Docamem, witb m^icaaoo. %»hcm appTopriita. of iho rrtgram p«s«R« 



( Rdevut CO Claim No. 



|X,P 
L 



Proceedings of the National Academy of Sciences 
of USA, vol. 86, no. 24, December 1989. 
(Washington. US), C. QUEEN et al.: "^A humanized 
antibody that binds to the inter! eukin 2 
receptor", pages 10029-10033, see fage 10033,. 
left-hand column, lines 10-45 (cited in the 
application) 

WO. A. 9109967 (CELLTECH LTD) 11 July 
1990, see the whole document (cited in the 
application) (cited as L document since it may 
throw doubt on a priority claim) 



3-30,33 
-36 



1-38 



lPCT/ISAAIO 



FURTHER MFORMAHON CONHNUED FROM THE SECOND SHEET 



Intfiirtionat . ^pUeatton No, PCT/ GB91 /02300 



V. S OBSERVATION WHERE CERTAIN CLAIMS WERE FOUND UNSEARCHABLE ^ ' ' 

TMs Intemaoonal snrch raport toe not bM MtoMsiwd In rupMl of cwtaifl timima uiid«r Aftfeto 17C2Ha> ferllw fSoltaNMng rmoiu: 

1- R(| Claim mimbri ]Kr bnuM (h^ »!■(« to iiib|«et mattv not raquirod to M Mfc^ 

Remark: although claims 33 and 38 are directed to a method 
of treatment of the human/animal body, the search has been 
carried out and based on the alleged effects of the 
compound/composition. 
* claim not searched: 39 See PCT-Rule 39.1 (iv) 

2. O aatm mimbwY tacausotlMy i«tatoto poftsof tholirtonwlional applieaflon that doimlcoi^^ 

witti ihm pfwscriM raquimMRls to wuch an axtant that no invwvtegAil tateniatiofial saaiclt can bm carrmd out. apaemcaJly: 



Claim numbtn bacauaa Itay ara dapafldant daima and ara not draflad In acvmOanca tMth 

tha taeottd and third aantaneas of PCT Rata «.4CaK 

yiO OBSERVATIONS WHERE UNITYOF INVENTION IS LACKING a : 

TMa Intamattona^SaaffcMng Mtharity fMOd muWpla Invanllona la thia tmanwHonM appllcailon aa Mows: 



Q As all laqutrad addWooal aaaich Mas wara timaiy paid by tha applleaitt, this intamaUonal aaareti raport cavars all aaarcfcatala claims 
of tha IntaniatMnai appliealion 

Q As only soma of tha mquirad atfdHlonal lavch «ms wara timaiy paid hy lha applleaflt. ttiia tatamatioaal Mweh mport cevars only 
thoaa daima of tha Intvaattonal appiicatton fv which ««ra paM. spacWcatly cte 



Ho raqulfad additional saaich tea wara timaiy paid by tha applieaat. Coiuaqaandy. this 
tha imfaatlon Arst manhonad In tha daims: it Is eoimd hy daim numbars: 



intaniatlonal saarch ivport It miiitcfad to 



4. CU As all saarchaMa daims oouid ba saarenad artthaut aflbrt iuslllVinS «« iddWonal fas, did tntamationat SaavcMns Authortty did not 
invita paymant of any additional faa. 

Ramartc on Protut 

miTha addWonai saaich fMS%varaaecompamad byappllcanrs proM. 
O No prahMt aeoempaniad tha paymant of additional saardi fsas. 



Form PCT/ISA/210 (supplementil sheet (2)} - P9412B 05^1 



ANNEX TO THE INTERNATIONAL SEARCH REPORT 

ON INTERNATIONAL PATENT APPUCATION NO. QB 9102300 

SA 54719 

Hds Moex fists the pacaot famfiy meoiberx rdatioc tm tbe pateot documents cited m the abofMMntitfied ninatioiul search lefiiiL 
The nxnbcis an as contatncd in tbe Eoropean Patent OfBoe EDP file oa 17/04/92 
Tbe Eonpeaa PatcoC Ofliee is m ao way GaUe for tfafln paiticolais wIM 



Pfttcnt dOCUHKBt 


PubticMtios 


Potest famOjr 




cited ID scflidi fqiBft 


date 







EP-A- 


0355067 


21-02-90 


AU-A- 


41822B9 


23-03-90 








WO-A- 


9001950 


08-03-90 


EP-A- 


0403156 


19-12-90 


CA-A- 


2018248 


07-12-90 








JP-A- 


3219896 


27-09-91 


lllO-A- 


9109967 


11-07-91 


AU-A- 


6974091 


24-07-91 








AU-A- 


7033091 


24-07-91 








AU-A- 


7048691 


24-07-91 








EPM- 


0460167 


11-12-91 








EP-A- 


0460171 


11-12-91 








EP-A- 


0460178 


11-12-91 








. WO-A- 


9109966 


11-07-91 








WO-A- 


9109968 


11-07-91 








GB-A- 


2246781 


12-02-92 








GB-A- 


2246570 


05-02-92 



1 



.c 

b Per mm details abent ttits aanex : see OCBdal Jaurnal af tbe Enrepcan Patent Office^ Ne. 12/82 



